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(57) A method for obtaining nucleic acids from asam- 
ple, includes: providing the sample including nucleic ac- 
ids and other components; providing paramagnetic par- 
ticles including a metal oxide core and a hydroxysilane 
(preferably a hydroxyalkyltrialkoxysilane) coating; con- 
tacting the sample with the paramagnetic particles under 
binding conditions such that the nucleic acids bind to the 
paramagnetic particles to provide loaded particles; sep- 
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arating the loaded particles from the other components 
of the sample; and releasing the nucleic acids from the 
loaded particle under eluting conditions to obtain the nu- 
cleic acids. A paramagnetic particle including a metal ox- 
ide core and a hydroxysilane (preferably a hydroxyalkyl- 
trialkoxysilane) coating, and a kit including the particle 
are also described. 
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Description 

BACKGROUND OF THE INVENTION 

1. FIELD OF INVENTION 

[0001] This invention relates to magnetic particles 
functionallzed with a hydroxys i lane and to methods com- 
prising the use of such particles to isolate nucleic acids. 

2. DESCRIPTION OF RELATED ART 

[0002] The isolation of nucleic acids is a fundamental 
step in many areas of molecular biology research. A vast 
number of patent publications relate to nucleic acid iso- 
lation. 

[0003] For example, U.S. Patent No. 6,589,799 to 
Coyne et al. discloses a method for producing a deriva- 
tized aldehydic support, wherein surface hydroxyl groups 
on the support are reacted with aldehydic alkoxy si lanes 
to provide a derivatized aldehydic support useful for im- 
mobilizing biomolecules, including nucleic acids and pro- 
teins. Disclosed support materials include glasses, aga- 
rose, silica, alumina, glass-coated ELISA plates, resin, 
nickel, aluminum, zinc and paramagnetic iron. No exam- 
ples of nucleic acid isolation are given. 
[0004] U.S. Patent No. 4,695,392 to Whitehead et al. 
discloses magnetically responsive particles comprising 
a metal oxide core surrounded by a silane coating to 
which a wide variety of organic and/or biological mole- 
cules may be coupled. The patent states that nucleic ac- 
ids can be isolated using these particles, but provides no 
examples of nucleic acid isolation, nor any guidance re- 
garding the same. See also U.S. Patents Nos. 4,554,088, 
4,628,037 and 4,695,393, all to Whitehead et al. 
[0005] U.S. Patent No. 5,759,820 to Homes et al. dis- 
closes a cDNA production method, wherein mRN A is iso- 
lated on an insoluble support comprising magnetic par- 
ticles that are monodisperse polymer particles compris- 
ing superparamagnetic iron oxide, a coating to reduce 
non-specific binding and a substituent for attaching an 
oligonucleotide. Probes for the mRNA are attached to 
the particles by chemical bonding or affinity binding. 
Functional groups on the particles, such as hydroxyl, car- 
boxyl, aldehyde or amino groups, facilitate attachment 
of the probes to the particles. 

[0006] U.S. Patent No. 6,534,262 to McKernan et al. 
discloses a method of isolating target nucleic acid mol- 
ecules from a solution comprising a mixture of different 
size nucleic acid molecules, in the presence or absence 
of other biomolecules, by adjusting the adsorption of a 
particular species of nucleic acid molecule to the func- 
tional group-coated surface of magnetically responsive 
paramagnetic particles. Adsorption is adjusted by ma- 
nipulating the ionic strength and/or precipitating agent 
concentration of the solution to selectively precipitate, 
and reversibly adsorb, the target species of nucleic acid 
molecule, characterized by a particular molecular size. 



to paramagnetic particles, the surfaces of which act as 
a bioaffinity adsorbent for the nucleic acids. Suitable 
functional groups for the particle surface include amino- 
coated, carboxyl-coated and encapsulated carboxyl 
5 group-coated paramagnetic particles. See also U.S. Pat- 
ent Application Publication No. US 2002/0106686 A1 to 
McKernan. 

[0007] U.S. Patent No. 5,898,071 to Hawkins disclos- 
es a method of separating polynucleotides from a solu- 

^0 tion containing polynucleotides by reversibly and non- 
specifically binding the polynucleotides to a solid surface, 
such as a magnetic particle, having a functional group- 
coated surface. The salt and polyalkylene glycol concen- 
tration of the solution is adjusted to levels which result in 

^5 polynucleotide binding to the magnetic particles. The 
magnetic particles with bound polynucleotides are sep- 
arated from the solution and the polynucleotides are elut- 
ed from the magnetic particles. Suitable functional 
groups coated on the surface of the particles include car- 

20 boxylic acid groups, thiol groups and streptavidin. 

[0008] Despite the foregoing developments, there is 
still room in the art for additional nucleic acid separation 
methods. 

[0009] All references cited herein are incorporated 
25 herein by reference in their entireties. 

BRIEF SUMMARY OF THE INVENTION 

[001 0] Accordingly, a first aspect of the invention com- 
30 prises a method for obtaining nucleic acids from a sam- 
ple, said method comprising: (a) providing the sample 
comprising nucleic acids and other components; (b) pro- 
viding paramagnetic particles comprising a metal oxide 
core and a hydroxysilane coating; (c) contacting the sam- 
35 pie with the paramagnetic particles under binding condi- 
tions such that the nucleic acids bind to the paramagnetic 
particles to provide loaded particles; separating the load- 
ed particles from the other components of the sample; 
and releasing the nucleic acids from the loaded particles 
40 under eluting conditions to obtain the nucleic acids. 
[0011] A second aspect of the invention comprises a 
paramagnetic particle comprising a metal oxide core and 
a hydroxysilane coating. 

[0012] A third aspect of the invention comprises a kit 
^5 for obtaining nucleic acids from a sample. The kit com- 
prises the paramagnetic particles of the invention, and a 
binding buffer comprising a salt and an alcohol at con- 
centrations suitable for reversibly binding the nucleic ac- 
ids onto surfaces of the paramagnetic particles. 

50 

DETAILED DESCRIPTION OF PREFERRED EMBOD- 
IMENTS OF THE INVENTION 

[0013] The method of the invention provides a conven- 
55 lent and rapid separation of nucleic acids, such as DNA, 
RNA and analogs thereof, from other biomolecules, such 
as proteins, monosaccharides, polysaccharides, lipids 
and cellular components, such as cell membranes. 
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[0014] The method of the invention comprises a step 
of reversibly binding nucleic acids to paramagnetic par- 
ticles whose surfaces are coated with functional groups 
comprising hydroxyls. In a preferred embodiment of the 
method, the paramagnetic particles are combined with a 
solution of nucleic acid, after which the salt concentration 
and/or the alcohol concentration of the resulting combi- 
nation are adjusted to binding concentrations suitable for 
binding nucleic acids to the surface of the paramagnetic 
particles. As a result, nucleic acids are bound to the sur- 
faces of the paramagnetic particles. Subsequently, the 
paramagnetic particles in the resulting combination are 
separated from the supernatant. The paramagnetic par- 
ticles having nucleic acids bound thereto (i.e., the "loaded 
particles") can, optionally, be washed with a suitable 
wash buffer before they are contacted with a suitable 
elution buffer, to elute and separate the nucleic acids 
from the paramagnetic particles, in a final step, the par- 
amagnetic particles are separated from the elution buffer, 
which contains the nucleic acids in solution. The para- 
magnetic particles are separated from the elution buffer 
by, for example, filtration or applying a magnetic field to 
draw down the particles. 

[0015] As used herein, "paramagnetic particles" are 
particles which are attracted by a magnetic field. The 
paramagnetic particles used in the method of the present 
invention comprise a paramagnetic metal oxide core, 
which is generally surrounded by an adsorptively or cov- 
alently bound silane coat. The magnetic metal oxide core 
is preferably iron oxide, wherein iron is a mixture of fe^+ 
and Fe^+. The preferred Fe^+/Fe^+ ratio is preferably 2/1 , 
but can vary from about 0.5/1 to about 4/1 . Paramagnetic 
particles comprising an iron oxide core without a silane 
coat can be obtained from Polysciences, Inc. of War- 
rington, PA (BIOMAG Superparamagnetic Iron Oxide 
particles) for use in preparing the paramagnetic particles 
of the invention. Alternatively, the uncoated core can be 
prepared by a method based on the teachings of U.S. 
Patents Nos. 4,695,392, 4,628,037, 4,554,088, 
4,672,040, 4,695,393 and 4,698,302 (all to Whitehead, 
Josephson and/or Chagnon). 

[0016] Rather than coating the metal oxide core with 
aminosilanes as primarily taught in those patents, how- 
ever, the core is coated with a silane composition that 
presents free hydroxyl groups for binding nucleic acids. 
The term "hydroxysilanes" is used herein to denote the 
class of silane compositions, which present free hydroxyl 
groups for binding. Preferred hydroxysilanes useful to 
coat the particle surfaces include but are not limited to 
hydroxyalkyltrialkoxysilanes and hydoxyalkyldialkoxysi- 
lanes, wherein the alkyi is preferably a CI to C3 alkyi and 
the alkoxy is preferably a CI to C3 alkoxy. Most prefer- 
ably, the core is coated with hydroxymethyltriethoxysi- 
lane. 

[0017] Paramagnetic particles useful in the present 
method can be a variety of shapes, which can be regular 
or irregular. Preferably, the shape maximizes the surface 
areas of the particles. The paramagnetic particles should 



be of such a size that their separation from solution, for 
example by filtration or magnetic separation, is not diffi- 
cult. In addition, the magnetic particles should not be so 
large that surface area Is minimized or that they are not 

5 suitable for microscale operations. Suitable sizes range 
from about 0.1 lutm mean diameter to about 1 0Ojutm mean 
diameter. A preferred size is about 1 imm mean diameter. 
[0018] The paramagnetic particles are contacted with 
a sample containing nucleic acids under binding condi- 

10 tions such that the nucleic acids bind to the paramagnetic 
particles to provide loaded particles. The binding is pref- 
erably non-specific binding. The expression "non-specif- 
ic binding" as used herein refers to binding of different 
nucleic acid molecules with approximately the same af- 

15 finity to the paramagnetic particles, despite differences 
in the nucleic acid sequence or size of the different mol- 
ecules. The expression "nucleic acid" as used herein in- 
cludes oligonucleotides, polynucleotides, DNA, RNA or 
synthetic analogs thereof. 

20 [0019] The sample containing the nucleic acids com- 
prises othercomponents to be separated from the nucleic 
acids. Such components are not particularly limited, ex- 
cept it is preferred that the other components have no 
affinity or a reduced affinity for the paramagnetic parti- 
es cles. The other components include but are not limited 
to biomolecules other than nucleic acids (e.g., proteins, 
carbohydrates, etc.), inorganic compounds and organic 
compounds. The other components are typically (but not 
exclusively) derived from materials obtained from an or- 

30 ganism along with the nucleic acids. In certain embodi- 
ments, the sample contains nucleic acids which are the 
reaction product of PCR amplification, a cleared lysate 
or an agarose solution prepared in accordance with the 
teachings of U.S. Patent No. 5,898,071 to Hawkins. The 

35 sample is preferably provided in the form of an aqueous 
solution containing the nucleic acids and the other com- 
ponents. 

[0020] Conditions of the sample are modified to pro- 
vide binding conditions and eluting conditions for the ap- 

^0 propriate steps in the method. A "binding condition" is a 
condition of the sample under which binding of nucleic 
acids to the paramagnetic particles occurs. An "eluting 
condition" is a condition of the sample under which nu- 
cleic acids bound to the paramagnetic particles are re- 

45 leased. In preferred embodiments, the concentration of 
a salt in the sample and/or a concentration of an alcohol 
in the sample is/are adjusted to provide binding condi- 
tions and eluting conditions. 

[0021] Salts suitable for controlling the binding of nu- 
50 cleic acids to the paramagnetic particles include but are 
not limited to sodium chloride, lithium chloride, barium 
chloride, potassium chloride, calcium chloride, magnesi- 
um chloride and cesium chloride, with sodium chloride 
being most preferred. Other suitable salts include salts 
55 of halides otherthan chlorine with akali and alkaline earth 
metals. The wide range of salts suitable for use in the 
method indicates that many other salts can also be used 
and can be readily determined by one of ordinary skill in 
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the art using the present disclosure as a guide. Yields of 
bound nucleic acid decrease if the final salt concentration 
is adjusted to less than about 0.1 M or greater than about 
0.5M. The salt concentration is preferably adjusted to 
about 0. 1 5M to provide binding conditions to the sample. 
[0022] Alcohols suitable for controlling the binding of 
nucleic acids to the paramagnetic particles include but 
are not limited to ethanol and polyols. The alcohol con- 
centration is preferably adjusted to 1 0 vol.% to 1 00 vol. 
%, more preferably about 20 to 100 vol.%, to provide 
binding conditions to the sample. Where the alcohol is 
ethanol, the preferred concentration is 50 vol.% to 1 00 
vol.%, and where the alcohol is a polyol, the preferred 
concentration is 10 vol.% to 100 vol.%. 
[0023] In preferred embodiments of the invention, a 
sufficient quantity of a salt and a sufficient quantity of an 
alcohol are combined with the paramagnetic particles 
and the nucleic acid-containing sample to produce a final 
salt concentration of from about 0.5M to about 5.0M and 
a final alcohol concentration of from about 50 vol.% to 
about 100 vol.%. At appropriate concentrations of the 
two, nucleic acids bind to the surface of the paramagnetic 
particles. 

[0024] After the nucleic acid is bound to the paramag- 
netic particles, the loaded particles are then separated 
from the remainder of the sample. Preferably, a magnetic 
field is applied to the sample to draw down the loaded 
particles, followed by removal of the supernatant con- 
taining the other components of the sample. 
[0025] The loaded particles are optionally washed with 
a wash buffer before separating the nucleic acid from the 
loaded particles by washing with an elution buffer. A suit- 
able wash buffer has several characteristics. First, the 
wash buffer must have a sufficiently high salt concentra- 
tion (i.e., has a sufficiently high ionic strength) that the 
nucleic acid bound to the magnetic particles does not 
elute off of the particles, but remains bound to the parti- 
cles. Suitable salt concentrations are greater than about 
1 .OM and are preferably about 5.0M. Second, the wash 
buffer is chosen so that impurities that are bound to the 
nucleic acid or particles are dissolved. The pH and solute 
composition and concentration of the wash buffer can be 
varied according to the type of impurities that are expect- 
ed to be present. Suitable wash buffers include but are 
not limited to the following: (a) 0.5x5 SSC; (b) 100 mM 
ammonium sulfate, 400 mM Tris pH 9, 25 mM MgCl2 and 
1% bovine serum albumine (BSA); and (c) 5M NaCI. A 
preferred wash buffer comprises 25 mM Tris acetate (pH 
7.8), 100 mM potassium acetate (KOAc), 10 mM mag- 
nesium acetate (MggOAc), and 1 mM dithiothreital (DTT). 
Most preferably, the wash buffer is 1 % SSC and 70% 
ethanol. The loaded particles can also be washed with 
more than one wash buffer. The loaded particles can be 
washed as often as required to remove the desired im- 
purities. However, the number of washings Is preferably 
limited to two or three in order to minimize loss of yield 
of the bound nucleic acid. 

[0026] Once separated from the supernatant, and fol- 



lowing any optional washing step, the nucleic acid can 
be removed from the paramagnetic particles by washing 
with a suitable elution buffer. As a result, an elution buffer 
containing unbound nucleic acids and paramagnetic par- 

5 tides is produced. A preferred elution buffer is any aque- 
ous solution in which the salt concentration and/or alco- 
hol concentration is/are below the ranges required for 
binding of nucleic acids onto the paramagnetic particles, 
as discussed above. In addition, 0.1 M Tris, 0.2 M EDTA 

10 buffer (pH 7.4) and formamide (1 00 vol.%) solutions can 
be used to elute the nucleic acids. A preferred eluent is 
water. 

[0027] Once the bound nucleic acid has been eluted, 
the paramagnetic particles are separated from the elution 

^5 buffer that contains the eluted nucleic acid. Preferably, 
the paramagnetic particles are separated from the elution 
buffer by magnetic means, as described above. Other 
methods known to those skilled in the art can be used to 
separate the paramagnetic particles from the superna- 

20 tant; for example, filtration can be used. 

[0028] Yields of nucleic acid following elution are max- 
imized when the paramagnetic particles are used in the- 
oretical excess relative to the amount of nucleic acid in 
the sample. For example, if 20 jutg of DNA is theoretically 

25 in the sample, more than 20 lutg of paramagnetic particles 
are preferably used to separate the DNA from other com- 
ponents in the sample. In certain embodiments, the 
weight of particles used is 1 0, 20, 50, 1 00, or more times 
the theoretical weight of nucleic acid in the sample. 

30 [0029] The nucleic acids in the sample with which the 
paramagnetic particles are combined can be single- 
stranded, double-stranded, triple-stranded, quadruple- 
stranded, etc. In addition, the nucleic acids in the sample 
can all be the same (i.e., homogeneous) or different (i.e., 

35 heterogeneous). The nucleic acids in the sample can also 
comprise a DNA library or partial library. The nucleic ac- 
ids in the sample can also comprise molecules of various 
lengths. For example, nucleic acid fragments ranging 
from 50 bp or less to 1 0 Kb or more can be isolated by 
the method of the present invention. 
[0030] Temperature does not appear to be critical in 
the method of separating nucleic acids of the present 
invention. Ambient temperature is preferred, but any tem- 
perature above the freezing point of water and below the 

45 boiling point of water can be used. 

[0031] Nucleic acid fragments of all sizes bind non- 
specifically to magnetic particles at high ionic strength. 
High ionic strength refers to salt concentrations greater 
than 0.5M. However, smaller fragments of DNA bind with 

50 lower affinity than large DNA fragments at lower ionic 
strengths, for example, about 0.5M salt concentration 
and lower. This differential binding as a function of ionic 
strength can be exploited to separate a mixture of nucleic 
acid fragments based on size. For example, the separa- 

55 tion method of the invention is carried out through the 
optional washing step as described. Fragment size dis- 
crimination can be achieved by the stepwise contacting 
of the loaded particles with elution buffers of increasing 
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ionic strength to progressively elute nucleic acid frag- 
ments of increasing size. 

[0032] Tine separation of nucleic acid fragments based 
on size can also be accomplished by adjusting the alcohol 
concentration, and/or the nature of the alcohol (ethanol 5 
vs. PEG, the molecular weight of the PEG, etc.). 
[0033] A kit is also provided herein which Includes par- 
amagnetic particles comprising a metal oxide core and 
a hydroxysilane (preferably a hydroxyalkyltrialkoxysi- 
lane) coating; and a binding buffer comprising a salt and 
an alcohol at concentrations suitable for reversibly bind- 
ing the nucleic acids onto surfaces of the paramagnetic 
particles. Preferably, the metal oxide core comprises iron 
oxide and the hydroxysilane coating comprises hy- 
droxymethyltriethoxysilane. 15 
[0034] The binding buffer comprises at least one of a 
suitable salt and a suitable alcohol, which Is present at 
concentration suitable for binding nucleic acids to the sur- 
face of the paramagnetic particles. It is preferred that the 
salt Is sodium chloride at a concentration from 0.1 to 0.5 20 
M and the alcohol is ethanol at a concentration of 50 to 
100 vol.%. In another embodiment, the salt is sodium 
chloride at a concentration from 0.1 to 0.5 M and the 
alcohol is a polyol at a concentration of 10 to 20 vol.%. 
[0035] In certain embodiments, the kit further comprls- 25 
es an elution buffer which is capable of eluting the nucleic 
acids from the loaded particles. Alternatively, instead of 
a binding buffer and/or elution buffer, the kit can comprise 
the reagents for making the binding and/or elution buffer, 
towhich a known amount of water can be added to create 30 
a binding and/or elution buffer of desired concentration. 
[0036] In another embodiment, the kit further compris- 
es a wash buffer which dissolves Impurities bound to the 
paramagnetic particles, but does not result in elution of 
the nucleic acids from the loaded particles. Alternatively, 35 
instead of a wash buffer, the kit can comprise the rea- 
gents for making the wash buffer, to which a known 
amount of water can be added to create a wash buffer 
of desired concentration. 

[0037] The invention will be illustrated in more detail "^o 
with reference to the following Examples, but it should 
be understood that the present Invention is not deemed 
to be limited thereto. 

EXAMPLES 45 



[0038] The paramagnetic particles used in all of the 
Examples were BIOMAG Superparamagnetic Iron Oxide 
particles (available from Polysciences, Warrington, PA, 
as Catalog # 84200B) coated with hydroxymethyltri- 50 
ethoxysllane by the following method. 



3. Repeat step #2, two more times for a total of three 
washes. 

4. Add 1 liter of methanol to the particles, and mix 
by shaking and/or so nicatlon. Magnetically separate 
particles from solution and remove and discard su- 
pernatant. 

5. Repeat step #4, two more times for a total of three 
washes. 

6. Resuspend the particles in 500 ml of methanol 
and transfer to a liter nalgene bottle. Magnetically 
separate the particles from solution, remove and dis- 
card the supernatant. Add 500 ml of methanol to the 
particles. 

7. Prepare O-phosphorous acid by weighing 4.7 
grams and dissolving it in 200 ml of methanol. 

8. Weigh out in a separate container 250 grams of 
hydroxymethyltriethoxy sllane. 

9. Add the silane and the acid to the particles simul- 
taneously, cap the bottle and mix on a tube rotator 
or roller apparatus for 1 hour at room temperature. 

10. Add 700 ml of glycerol to a stainless steel con- 
tainer setup in a heated water bath with an overhead 
stirrer. Heat the glycerol to 50°C and stir at a rate of 
1 00 to 200 rpm. 

1 1 . Remove the 1 liter nalgene bottle containing the 
particles, silane and acid from the mixing device and 
transfer the contents to the stainless steel container. 
Increase the temperature from 50°C to about 70 °C. 
Run water through the reflux condenser. Maintain 
the heat at 65 to 70°C for 1 .5 to 2 hours. 

1 2. After 2 hours, remove the reflux condenser, con- 
tinue to heat and stir the product while allowing the 
solution to boll down to Its original volume. This will 
take approximately 1 to 2 hours depending on the 
hot plate and heat setting. 

13. Shut down heat and continue to stir until room 
temp. If leaving to stir overnight reseal the container 
to prevent evaporation of solvents. 

1 4. Wash the product 6 times with 1 .5 liters of 0.5% 
NaCI solution, using sedimentation and/or magnetic 
separation to pellet the particles. Remove and dis- 
card the supernatants with each wash. 

1 5. Resuspend the product to about 50 mg/ml. Sam- 
ple the product (3x1 ml aliquots) to determine the 
particle concentration. Adjust the volume if neces- 
sary. 

[0039] Prior to use, the particles were prewashed two 
times in 0.5 M EDTA, pH 8.0, 0.02% sodium azide. (BI- 
OMAG Prep Buffer, available from Polysciences, Inc. of 
Warrington, PA). 
[0040] Example 1 

[0041] Plant Genomic DNA Purification 
[0042] 85 mg of fresh plant leaves were rinsed with 
delonlzed water and blotted dry. The leaves were frozen 
with dry Ice and ground In 500 |ulI plant lysis extraction 
buffer (0.1 M Tris, 0.1 M EDTA, 0.25 M NaCI, pH 8.0). 
The resulting lysate was transferred to a microcentrifuge 



1. Transfer 561 grams of 8.2% BIOMAG particles 
ground to 1 micron size (about 46 grams) to a 1.9 
liter culture flask. 55 

2. Add 1 liter of 0.5% sodium chloride solution, and 
mix by shaking. Magnetically separate particles from 
solution and remove and discard supernatant. 
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tube. 50 iulI of 1 0% lauroylsarcosine were added to a final 
concentration of 1% and 2.75 juti of 20mg/ml Proteinase 
K were added to a final concentration of 1 00 jjig/ml, mix- 
ing well without vortexing. Lysis was permitted to proceed 
for about one hour at 55 °C, followed by centrifugation 
for 5 minutes at 10-12,000 x g to remove plant debris. 
The supernatant was transferred with gentle mixing to a 
microcentrifuge tube containing 50 |ljlI of the prewashed 
hydroxy methyltriethoxysilane-coated BIOMAG parti- 
cles. NaCI (60 |ulI of 5M NaCI) was then added with gentle 
mixing. The resulting mixture was divided into two tubes. 
[0043] 1.5 ml of 100% ethanol were added to each 
tube with gentle mixing and incubating at room temper- 
ature for 10 minutes. The tube was then placed on a 
magnetic separator until the supernatant cleared. The 
cleared supernatant was aspirated from the tube using 
a pipette and discarded. Contaminating proteins were 
removed with two 500 fxl washes of Wash Buffer A (70% 
ethanol, 1% sodium lauryl sarcosine), wherein the sam- 
ple was mixed by inversion without vortexing. After suc- 
cessive magnetic separations, all supernatants were as- 
pirated and discarded. The second set of washes was 
with 500 |ulI of 70% ethanol to remove any remaining salt. 
The sample was gently resuspended by inverting the 
tube several times and then placed on a magnetic sep- 
arator until the supernatant cleared. The cleared super- 
natant was aspirated and discarded. This wash was re- 
peated one time, followed by air drying the particles at 
15-30°C for 5 minutes. The tube was removed from the 
magnet and the particles were resuspended in 50 |ulI of 
elution buffer (10 mM Tris-HCI, 0.2% sodium azide, pH 
7.4). The plant DNA eluted after the sample was incu- 
bated at 80 ° C for about 2 minutes. This step was repeat- 
ed and the DNA elutes were pooled together. Performing 
this entire purification procedure twice yielded from each 
run approximately 40-60 juig of plant DNA isolated and 
ready for use in PGR, labeling, sequencing and cloning. 
[0044] Example 2 
[0045] Plasmid DNA Purification 
[0046] 1 ml of an overnight culture was transferred into 
a microcentrifuge tube and spun for 5 minutes at 5000 x 
g to pellet the bacterial cells. The supernatant was aspi- 
rated and discarded, and the pellet was air dried for 2 
minutes. The dried pellet was resuspended in 30 iml of 
Solution I (50 mM glucose, 25 mM Tris, 10 mM EDTA 
and 0.02% sodium azide) and then treated with 10 |ulI of 
RNase A to inhibit any ribonucleases. Next, the suspen- 
sion of bacterial cells was lysed for 5 minutes at room 
temperature in 60 juil of Solution II (0.2 N sodium hydrox- 
ide and 1% SDS). Then 45 |ulI of Solution III (3.0 M po- 
tassium acetate, 0.02% sodium azide) was added to the 
sample with gentle mixing. Solution III precipitated chro- 
mosomal DNA, denatured proteins, cellular debris, and 
SDS, which were then removed from the sample. The 
sample was then centrifuged for 5 minutes at 
12,000-14,000 X g at room temperature. 100 |ulI of the 
supernatant containing the DNA were then transferred 
to a new tube. To the DNA were added 1 0 |ljlI of the pre- 



washed hydroxymethyltriethoxysilane-coated BIOMAG 
particles at a concentration of 20 mg/ml with mixing by 
gentle inversion. Binding Solution (1 1 iulI of 5M NaCI) was 
added and mixed by inversion. 300 |ulI of 100% ethanol 

5 were added and mixedgently without vortexing. The tube 
was placed on a magnetic separator and when the su- 
pernatant cleared, it was aspirated and discarded. The 
DNA bound particles were washed two times in 500 iulI 
of 70% ethanol using magnetic separation to remove any 

^0 salt and any remaining cellular debris. The particles were 
allowed to air dry briefly (alternatively a cotton swab can 
be used to absorb any liquid remaining in the tube). The 
DNA was eluted from the particles after a 5 minute incu- 
bation at room temperature in 50 |ulI of elution buffer (10 

^5 mM Tris, 0.02% sodium azide, pH 7.4). This elution step 
was repeated and the two DNA supernatants were 
pooled together after the magnetic separation. 3.3 ijug of 
DNA were obtained. 
[0047] Example 3 

20 [0048] Genomic DNA Purification 

[0049] 100 luilof freshly drawn whole blood were added 
to a microcentrifuge tube along with 300 |ulI of lysis buffer 
(4 M urea, 0.1 M Tris-HCI, 180 mM NaCI, 10 mM EDTA, 
1% SDS, 5mM DTT, 400 lutg/ml proteinase K, pH 7.5; an 

25 alternative buffer comprises 2 M urea, 2M guanidine thi- 
ocyanate, 50 mM Tris-HCI pH 7.5, 5 mM DTT, 1% n- 
lauryl sarcosine and 12.5 mM sodium citrate), followed 
by inversion mixing and incubation at 50° C for 10 min- 
utes. 300 iulI of Protein Precipitation Solution (1 0 M am- 

30 monium acetate) were added, followed by a 2-3 minute 
incubation on ice to precipitate proteins in the sample. 
The sample was centrifuged at 1 2,000 x g for 5 minutes, 
and the clear supernatant was transferred to a clean 1 .5 
ml microcentrifuge tube. 50 iulI of the pre-washed hy- 

35 droxymethyltriethoxysilane coated BIOMAG particles 
(20 mg/ml w/v), were added to the cleared supernatant 
and mixed gently by inversion. Binding solution (65 |jlI of 
5M NaCI) was added and mixed gently. 1 .8 ml of 100% 
ethanol were added to the sample with mixing, followed 

"^0 by incubation at room temperature for 10 minutes with 
occasional gentle mixing. The sample was placed on a 
magnetic separator and when the supernatant was clear, 
it was aspirated and discarded. Next, the DNA-bound 
particles were washed to remove unwanted proteins and 

^5 to give a DNA preparation by resuspending the particles 
in 500 iulI Wash Buffer A (70% ethanol, 1% sodium lauryl 
sarcosine). This was mixed by inversion, followed by 
magnetic separation of the components. After clearing, 
the cleared supernatant was removed and discarded. 

50 The Wash Buffer A rinse was then repeated. The DNA 
bound particles were washed two times in 500 |ulI of 70% 
ethanol using magnetic separation to remove any salt 
and any remaining cellular debris. After separation from 
the supernatant, the particles were allowed to air dry 

55 briefly. The dried particles were then incubated for 2 min- 
utes at 80 ° C in 40|uil of eluting buffer (1 0 mM Tris, 0.02% 
sodium azide, pH 7.4). After magnetic separation, the 
clear supernatant containing DNA was transferred to a 
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fresh tube. The elution step was repeated and the super- 
natant DNA fractions were pooled. The final yield of DNA 
was about 30 juig. 

[0050] The results from Examples 1 -3 were compared 

with results obtained using Solid Phase Reversible Im- 
mobilization (SPRI) technology in accordance with Ex- 
ample 1 of U.S. Patent No. 5,898,071 to Hawkins. This 
comparison is shown in Table 1. 
[0051] 



Table 1 . DNA Yields 





SPRI 


Examples 1-3 


Plant genomic DNA 


5-20 |uLg 


40-60 |uig 


Bacterial DNA 


5 


10 luig 


Genomic DNA 


15 |ULg 


30 fjtg 



[0052] As shown in Table 1 , the typical DNA yield from 
the inventive method is two times that of DNA isolated 
from a SPRI protocol. The time constraints for using both 
methods are equal. 

[0053] While the invention has been described in detail 
and with reference to specific examples thereof, it will be 
apparent to one skilled in the art that various changes 
and modifications can be made therein without departing 
from the spirit and scope thereof. 



Claims 

1. A paramagnetic particle comprising a metal oxide 
core and a hydroxysilane coating. 

2. The paramagnetic particle of claim 1 , wherein the 
metal oxide core comprises iron oxide and the hy- 
droxysilane coating comprises a hydroxyalkyltri- 
alkoxysilane. 

3. The paramagnetic particle of claim 1 , wherein the 
metal oxide core comprises iron oxide and the hy- 
droxysilane coating comprises hydroxymethyltri- 
ethoxysilane. 

4. The paramagnetic particle of claim 1 , wherein a di- 
ameter of the particle is 0.1 lutm to lOOiuim. 

5. A method for obtaining nucleic acids from a sample, 
said method comprising: 

providing the sample comprising nucleic acids 
and other components; 

providing paramagnetic particles according to 
claim 1 ; 

contacting the sample with the paramagnetic 
particles under binding conditions such that the 
nucleic acids bind to the paramagnetic particles 



to provide loaded particles; 
separating the loaded particles from the other 
components of the sample; and 
releasing the nucleic acids from the loaded par- 
5 tides under eluting conditions to obtain the nu- 

cleic acids. 

6. The method of claim 5, wherein the sample is from 
a plant, bacteria or human, and the other compo- 
se nents comprise at least one member selected from 
the group consisting of proteins, monosaccharides, 
polysaccharides, lipids and other cellular compo- 
nents. 

15 7. The method of claim 5, wherein the nucleic acids 
comprise at least one member selected from the 
group consisting of DNA, RNA, and analogs thereof. 

8. The method of claim 5, wherein the metal oxide core 
20 comprises iron oxide and the hydroxysilane coating 

comprises a hydroxyalkyltrialkoxysilane. 

9. The method of claim 5, wherein the metal oxide core 
comprises iron oxide and the hydroxysilane coating 

25 comprises hydroxy methyltriethoxysi lane. 

10. The method of claim 5, wherein the binding condi- 
tions comprise a first salt concentration and a first 
alcohol concentration, and the eluting conditions 

30 comprise a second salt concentration lower than the 
first salt concentration and a second alcohol concen- 
tration lower than the first alcohol concentration. 

11. The method of claim 10, wherein the first salt con- 
35 centration is 0.1M to 0.5M of sodium chloride, the 

first alcohol concentration is 50 vol.% to 100 vol.% 
of ethanol, the second salt concentration is less than 
0.5 M sodium chloride and the second alcohol con- 
centration is less than 50 vol.% ethanol. 

40 

12. The method of claim 11, wherein the metal oxide 
core comprises iron oxide and the hydroxysilane 
coating comprises a hydroxyalkyltrialkoxysilane. 

45 13. The method of claim 11, wherein the metal oxide 
core comprises iron oxide and the hydroxysilane 
coating comprises hydroxymethyltriethoxysilane. 

14. The method of claim 5, wherein the loaded particles 
50 are separated from the other components of the 

sample by application of a magnetic field to the load- 
ed particles. 

15. A kit for performing the method of claim 5, said kit 
55 comprising: 

the paramagnetic particles; and 

a binding buffer comprising a salt and an alcohol 
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at concentrations suitable for reversibly binding 
tine nucleic acids onto surfaces of the paramag- 
netic particles. 

16. The kit of claim 15, wherein the metal oxide core 5 
comprises iron oxide and the hydroxysilane coating 
comprises a hydroxyalkyltrlalkoxysilane. 

17. The kit of claim 15, wherein the metal oxide core 

comprises iron oxide and the hydroxysilane coating fo 
comprises hydroxymethyltriethoxysilane. 

18. The kit of claim 15, wherein a mean diameter of the 
paramagnetic particles is 0.1 iJim to lOOiJim. 

15 

19. The kit of claim 15, wherein the salt is sodium chlo- 
ride at a concentration from 0.1 M to 0.5M and the 
alcohol is ethanol at a concentration of 50 vol.% to 
1 00 vol.%. 

20 

20. The kit of claim 1 5, further comprising an elution buff- 
er. 



25 



30 



35 



40 



45 



50 



8 



EP 1 748 072 A1 



European Patent _, - », - . m-v^^n-i- Application Number 

^ EUROPEAN SEARCH REPORT 

Office EP 06 01 5618 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citation of document with indication, where appropriate, 
of relevant passages 



Relevant 
to claim 



CLASSIFICATION OF THE 
APPLICATION (IPC) 



EP 0 113 452 A (GENETICS INSTITUTE) 
18 July 1984 (1984-07-18) 
* page 6, last paragraph - page 7, 
paragraph FIRST; claims 15,18 * 



US 4 695 392 A (WHITEHEAD ET AL) 
22 September 1987 (1987-09-22) 

* column 12, lines 27-53 * 

US 4 367 309 A (KONDO ET AL) 
4 January 1983 (1983-01-04) 

* column 4, lines 5-58 * 



1,4 



1,2,4 



INV. 

C12N15/10 
B03C1/OO 



US 5 759 820 A (HORNES ET AL) 
2 June 1998 (1998-06-02) 



1-4 



WO 2006/067131 A (DEGUSSA AG; OSWALD, 

MONIKA; KISSNER, CORINNA; LORTZ, WOLFGANG) 

29 June 2006 (2005-06-29) 

*page 7, line 16* 

* page 5, paragraph 1 * 



TECHNICAL FIELDS 
SEARCHED (IPC) 



C12N 

B03C 



The present search report has been drawn up for all claims 



Place of search 



Munich 



Date of completion of the search 

13 September 2006 



Examiner 

Stolz, Beat 



CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y ; particularly relevant if combined with another 

document of the same category 
A : technological background 
O : non-written disclosure 
P : intermediate document 



T : theory or principle underlying the invention 
E : earlier patent document, but published on, or 

after the filing date 
D : document cited in the application 
L : document cited for other reasons 

& : member of the same patent family, corresponding 
document 



9 



EP 1 748 072 A1 



ANNEX TO THE EUROPEAN SEARCH REPORT 
ON EUROPEAN PATENT APPLICATION NO. 



EP 06 Ql 5618 



This annex lists the patent family members relating to the patent documents cited in the above-mentioned European search report. 
The members are as contained in the European Patent Office EDP file on 

The European Patent Office is in no way liable for these particulars which are merely given for the purpose of information. 

13-09-2006 



Patent document 
cited in search report 



Publication 
date 



Patent family 
member(s) 



Publication 
date 



EP 


0113452 


A 


18 


-07- 


1984 


CA 


1222704 


Al 


09 


-06- 


1987 














JP 


59172499 


A 


29 


-09- 


1984 


US 


4595392 


A 


22 


-09- 


1987 


NONE 












US 


4367309 


A 


04 


-01- 


1983 


DE 


2906504 


Al 


30 


-08- 


1979 














FR 


2418237 


Al 


21 


-09- 


1979 














GB 


2015530 


A 


12 


-09- 


1979 














JP 


1449450 


C 


11 


-07- 


1988 














JP 


54113492 


A 


05 


-09- 


1979 














JP 


62061600 


B 


22 


-12- 


1987 


US 


5759820 


A 


02 


-06- 


1998 


NONE 












WO 


2006067131 


A 


29 


-06- 


2006 


DE 102004061697 


Al 


06 


-07- 


2006 



m For more details about this annex : see Official Journal of the European Patent Office, No. 12/82 



10 



EP 1 748 072 A1 



REFERENCES CITED IN THE DESCRIPTION 

This list of references cited by tlie applicant is for the reader's convenience only. It does not form part of the European 
patent document. Even though great care has been taken in compiling the references, errors or omissions cannot be 
excluded and the EPO disclaims all liability in this regard. 



Patent documents cited In the description 

US 6589799 B, Coyne [0003] • US 6534262 B, McKernan [0006] 

US 4695392 A, Whitehead [0004] [0015] • US 200201 06686 A1 , McKernan [0006] 

US 4554088 A [0004] [0015] • US 5898071 A, Hawkins [0007] [0019] [0050] 

US 4628037 A [0004] [001 5] -US 4672040 A [001 5] 

US 4695393 A, Whitehead [0004] [0015] • US 4698302 A, Whitehead, Josephson and/or Cha- 

• US 5759820 A, Homes [0005] gnon [0015] 



11 



